are not suitable for green algae, since both the amounts of the plant material and the levels of the cellular Asc are usually limited. Therefore, there was a need to develop a novel method with sensitivity improved to the µM range to measure the cellular Asc in green algae. 6. Glass beads 212-300 µm (Sigma-Aldrich, catalog number: G9143-250G) 2. Based on the calculated cell density, harvest 2 x 10 6 cells, place it in a 15-ml conical centrifuge tube and centrifuge it at 12,000 x g for 1 min at room temperature.
3. Gently re-suspend the pelleted cells in 1 ml Milli-Q water and repeat the centrifugation step. 2. The extraction buffer contains TCEP, which keeps Asc in the more stable reduced form;
therefore, by the method described above, the total cellular Asc concentration (dehydroascorbate + Asc) is determined. However, if there is a need to determine the amount of dehydroascorbate within the cell, omit TCEP from the extraction buffer. In this case, however, the samples should be processed and measured within less than 2 h, and cannot be frozen.
Dehydroascorbate does not absorb at 244 nm, thus the ratio of Asc to dehydroascorbate is calculated based on the difference in absorption at 244 nm in the presence or absence of TCEP. 
